Notch signaling regulates diverse biological processes in dental pulp tissue. The present study investigated the response of human dental pulp cells (hDPs) to the indirect immobilized Notch ligand Jagged1 in vitro. The indirect immobilized Jagged1 effectively activated Notch signaling in hDPs as confirmed by the upregulation of HES1 and HEY1 expression. Differential gene expression profiling using an RNA sequencing technique revealed that the indirect immobilized Jagged1 upregulated genes were mainly involved in extracellular matrix organization, disease, and signal transduction. Downregulated genes predominantly participated in the cell cycle, DNA replication, and DNA repair. Indirect immobilized Jagged1 significantly reduced cell proliferation, colony forming unit ability, and the number of cells in S phase. Jagged1 treated hDPs exhibited significantly higher ALP enzymatic activity, osteogenic marker gene expression, and mineralization compared with control. Pretreatment with a γ-secretase inhibitor attenuated the Jagged1-induced ALP activity and mineral deposition. NOTCH2 shRNA reduced the Jagged1-induced osteogenic marker gene expression, ALP enzymatic activity, and mineral deposition. In conclusion, indirect immobilized Jagged1 suppresses cell cycle progression and induces the odonto/osteogenic differentiation of hDPs via the canonical Notch signaling pathway.
Indirect immobilized Jagged1 effectively activated Notch signaling in hDPs. hDPs were seeded on direct and indirect immobilized Jagged1 tissue culture surfaces for 24 h. Notch signaling target genes, HES1 and HEY1, were upregulated in a dose-dependent manner in both culture conditions. Direct immobilized Jagged1 significantly upregulated HES1 at 10 nM, however, no significant difference was noted for HEY1 expression levels ( Fig. 2A and B) . In contrast, HES1 and HEY1 mRNA levels were significantly increased when hDPs were exposed to indirect immobilized Jagged1 at 1 and 10 nM ( Fig. 2A and B) . Furthermore, the HES1 and HEY1 expression levels were much higher in the indirect immobilized Jagged1 groups compared with the direct immobilized Jagged1 groups. In addition, 10 nM soluble Jagged1 did not significantly activate HES1 and HEY1 expression ( Fig. 2C and D) . These results indicate that the indirect immobilized Jagged1 effectively activated the Notch signaling pathway in hDPs in vitro.
Gene expression profiling of Jagged1 treated hDPs. To identify the influence of Jagged1 on hDP gene expression, cells were seeded on indirect immobilized Jagged1 tissue culture surfaces and maintained in growth medium for 24 h. Total cellular RNA was isolated and analyzed for global differential gene expression compared with the control using a next generation RNA sequencing technique.
Differential gene expression analysis revealed 1,465 differentially expressed genes between the hFc control and the Jagged1 treated groups (Suppl. Figure 2) . The top 30 annotated upregulated and downregulated genes are listed in Tables 1 and 2, respectively. Pathway analysis using the Reactome Pathway Database demonstrated that the upregulated genes were mainly involved in extracellular matrix organization, disease, and signal transduction ( Fig. 3A and Suppl. Figure 3A) . The downregulated genes predominantly participated in the cell cycle, DNA replication, and DNA repair ( Fig. 3B and Suppl. Figure 3B ). Based on the KEGG pathway database enrichment analysis, the upregulated genes were classified in pathways related to the extra cellular matrix, namely ECM-receptor interaction and focal adhesion (Fig. 4A ). The downregulated genes were significantly categorized in the cell cycle . Indirect immobilized Jagged1 effectively activated Notch signaling in hDPs. Cells were seeded on direct or indirect immobilized Jagged1 tissue culture plates for 24 h (A,B). hDPs were seeded on indirect immobilized Jagged1 or treated with soluble Jagged1 for 24 h (C,D). HES1 and HEY1 mRNA expression was evaluated using real-time polymerase chain reaction. Bars indicate a significant difference between groups (p < 0.05). Black dots (•) indicate outlier data points. and DNA replication pathways (Fig. 4B ). GO analysis illustrated that the differentially expressed genes were primarily involved in biological regulation and protein binding on biological process and molecular function (Suppl. Figure 4 ). Moreover, differentially expressed genes in the cellular component category were largely membrane and nucleus related genes.
To validate the RNA sequencing results, four upregulated genes and four downregulated genes were selected and their mRNA levels were evaluated using real-time quantitative polymerase chain reaction. ALP, FOXS1, PDGFA, and NGF mRNA levels were significantly upregulated in cells treated with Jagged1 compared with the control (Fig. 4C-F) . The mRNA expression of DKK2, SOST, PDGFD, and LRP5 was significantly decreased in Jagged1 treated hDPs compared with the control (Fig. 4G-J) . These results confirmed the RNA sequencing data. Jagged1 downregulated genes in the cell cycle control and DNA replication pathways. From the reactome pathway and KEGG pathway analysis, the significantly downregulated genes were in the cell cycle control and DNA replication pathways. The downregulated genes in the cell cycle and DNA replication pathways identified in the KEGG pathway analysis are shown in Supplementary Tables 1 and 2, respectively. Nine genes (E2F1, E2F2, MCM2, MCM4, MCM5, MCM8, MCM10, CCND1, and CCNE2) were selected to validate the RNA sequencing results. hDPs were seeded on Jagged1 coated tissue culture plates for 24 h. In some samples, the cells were pretreated with DAPT 30 min prior to Jagged1 exposure. DAPT, a γ-secretase inhibitor, prevents Notch receptor cleavage, which inhibits NICD release, impeding intracellular Notch signaling. The results demonstrated that all selected genes exhibited decreased mRNA levels in Jagged1 treated cells and DAPT pretreatment rescued the Jagged1-attenuated gene expression ( Fig. 5A -I).
Gene
Locus Name Entrez Gene Log2 (Ratio) q value To further evaluate the influence of Jagged1 on cell behavior, colony forming unit ability, cell proliferation, and the cell cycle were evaluated. The hDPs treated with the indirect immobilized Jagged1 presented significantly reduced hPD colony formation at day 14 ( Fig. 5J and K) . The cell proliferation results demonstrated that hDPs proliferated in the control group. A significant increase in cell number at day 7 was observed when compared with day 1 and day 3 ( Fig. 5L ). However, no significant increase in cell number was observed in the Jagged1 group at either time point. Cell cycle analysis using flow cytometry illustrated that the percentage of cells in S phase was significantly lower in the Jagged1 group compared with the control group ( Fig. 5M and N) .
Indirect immobilized Jagged1 promoted hDP odonto/osteogenic differentiation. The RNA sequencing results indicated that that the ALP and SOST mRNA levels were significantly increased and decreased in cells exposed to indirect immobilized Jagged1 surfaces, respectively. ALP is an early osteogenic differentiation marker, and SOST is a Wnt signaling antagonist and a negative regulator of bone formation 16 . Correspondingly, the bioinformatic analysis of the enriched KEGG pathways demonstrated the upregulation of the three TGF-β isoforms, which promote odonto/osteogenic differentiation in dental pulp cells 17 reaction was performed to validate the TGF-β1, TGF-β2, and TGF-β3 mRNA expression levels. The results demonstrated that indirect immobilized Jagged1 promoted TGF-β1, TGF-β2, and TGF-β3 mRNA expression in hDPs. In addition, pre-treatment with DAPT abolished the Jagged1-induced TGF-β1, TGF-β2, and TGF-β3 mRNA expression ( Fig. 6A-C) . Therefore, the influence of the indirect immobilized Jagged1 on odonto/osteogenic differentiation by hDPs was further investigated. hDPs were seeded on the indirect immobilized Jagged1 and hFc control surfaces. The cells were maintained in osteogenic medium. Indirect immobilized Jagged1 significantly enhanced mineral deposition at day 14 ( Fig. 7A ). In addition, indirect immobilized Jagged1 affected odonto/osteogenic marker gene expression. RUNX2 mRNA expression was upregulated by Jagged1 treatment at day 3 ( Fig. 7B ). At day 7, OSX, MSX2, and OCN mRNA levels were significantly increased compared with the control (Fig. 7C-E) . COL1, OPN, BMP2, and DSPP mRNA levels were significantly higher than those of the control at day 3 and 7 ( Fig. 7F-H ). No significant difference was observed in DMP1 or TWIST1 mRNA levels ( Fig. 7J and K) . However, TWIST2, a negative regulator of osteogenic differentiation, mRNA expression was downregulated in Jagged1 treated hDPs at day 3 and 7 (Fig. 7L) .
Mineral deposition was observed in cells seeded on both the hFc control and indirect immobilized Jagged1 surfaces. Clusters of mineral crystals were observed in the control group ( Fig. 7M and N) . In the indirect immobilized Jagged1 groups, the amount of mineral crystals was dramatically higher compared with the control group ( Fig. 7O and P) . In addition, a fibrous extracellular matrix was noted in the Jagged1 groups ( Fig. 7O and P). Energy-dispersive X-ray analysis confirmed the presence of Ca and P on the hFc and indirect Jagged1 immobilized surfaces ( Fig. 7Q and R). The Ca/P ratio was 0.51 ± 0.66 and 1.52 ± 0.33 for the hFc and Jagged1 groups, respectively. Osteogenic differentiation marker upregulation was also confirmed at the protein level using immunofluorescence. We found increased OPN, COL1, and RUNX2 protein expression at day 3 and 7 when cultured in osteogenic medium ( Fig. 8 ).
γ-secretase inhibitor abolished the Jagged1-induced ALP activity and mineral deposition.
hDPs were seeded on the indirect immobilized Jagged1 and hFc control surfaces. The cells were maintained in osteogenic medium. Pre-treatment with DAPT abolished the Jagged1-induced HES1 and HEY1 mRNA expression by hDPs at 3 and 7 days ( Fig. 9A and B and Suppl. Figure 5A and B), confirming that DAPT effectively inhibits Notch signaling. Indirect immobilized Jagged1 significantly promoted ALP expression at both the mRNA and protein levels as determined by real-time polymerase chain reaction and ALP activity assay, respectively ( Fig. 9C and D and Suppl. Figure 5C and D). In addition, Jagged1 significantly enhanced mineral deposition at day 7 ( Fig. 9E and F) . These effects were abolished by pre-treating the hDPs with DAPT ( Fig. 9E and F), confirming the involvement of Notch signaling.
NOTCH2 participated in Jagged1 induced odonto/osteogenic differentiation by hDPs. The hDPs expressed NOTCH1, NOTCH2, NOTCH3, and NOTCH4 (Suppl. Figure 6A and B). However, NOTCH2 mRNA levels were higher compared with that of the others. Thus, knockdown of NOTCH2 expression was performed to evaluate the role of NOTCH2 in Jagged1-induced odonto/osteogenic differentiation by hDPs. Cells transduced with NOTCH2 shRNA expressed significantly lower NOTCH2 mRNA levels compared with those transduced with the scrambled shRNA sequence (Suppl. Figure 6C ). There was no significant change in baseline HES1 mRNA levels, however, HEY1 mRNA expression was significantly decreased in shNOTCH2 treated cells (Suppl. Figure 6D and E), implying that the Notch signaling pathway was compromised.
Cells were seeded on Jagged1 immobilized surfaces and maintained in osteogenic medium. The NOTCH2 shRNA transduced cells dramatically reduced their Notch target gene expression (HES1) when seeded on Jagged1 immobilized surfaces for 3 and 7 days ( Fig. 10A and B ). Jagged1 significantly induced ALP mRNA expression in hDPs transduced with the control shRNA and NOTCH2 knockdown markedly reduced the upregulation of ALP expression by hDPs at 3 and 7 days in osteogenic medium ( Fig. 10C and D) . Similarly, Jagged1-induced BMP2 expression was attenuated in cells transduced with NOTCH2 shRNA at day 7, however, no significant change was observed at day 3 ( Fig. 10E and F) . In contrast, no significant difference was observed in DSPP expression at day 3 or 7 (Suppl. Figure 7A and B).
We also observed that shNOTCH2 abolished Jagged1-induced ALP enzymatic activity at 3 and 7 days culture in osteogenic medium ( Fig. 10G and H) . Correspondingly, compromised Jagged1-induced mineral deposition was observed in the NOTCH2 knockdown hDPs at day 14 ( Fig. 10I and J).
Role of endogenous Notch signaling in odonto/osteogenic differentiation by hDPs. hDPs were
cultured in osteogenic medium. Odonto/osteogenic differentiation was determined by mineral deposition. A marked increase in mineralization was observed at day 14 and 21 (Suppl. Figure 8A ). During osteogenic induction, the hDP mRNA expression of Notch target genes, HES1 and HEY1, increased in a time-dependent manner (Suppl. Figure 8B and C). However, a significant difference was observed only for HES1 mRNA expression at day 14 compared with day 3 (Suppl. Figure 8B) .
To determine the requirement of Notch signaling during odonto/osteogenic differentiation in hDPs, the cells were cultured in osteogenic medium containing DAPT. DMSO was used as a vehicle control. There was no marked difference in mineralization between cells in the control and DAPT treated groups (Suppl. Figure 8D ). The control group demonstrated significantly upregulated ALP enzymatic activity at day7 in osteogenic medium compared with day 3 (Suppl. Figure 8E ).
Discussion
The present study demonstrated that indirect affinity immobilized Jagged1 significantly enhanced Notch signaling activation in vitro compared with direct immobilized and soluble ligand treatment. Many studies confirmed that soluble Notch ligands were not efficient in initiating intracellular Notch signaling in target cells 8, 14, 19 . Curiously, some studies reported soluble ligands antagonized Notch signaling [20] [21] [22] . The likely explanation for these findings is that soluble ligands bind to the receptor, but fail to activate Notch signaling due to the lack of trans-endocytosis of the Notch extracellular domain by the signaling cells. Trans-endocytosis by the signaling cell generates tension on the Notch receptor, resulting in a conformation change, allowing the enzyme to cleave it at the target site 23 . The use of immobilized ligands allows the development of the required tension that the soluble ligands do not 21 . The differences in the effect between the direct and indirect immobilized ligand on Notch signaling activation is likely because the indirect immobilized ligand is oriented to expose its active domain to the target cells 8, 19 . In contrast, directly immobilized ligands are randomly oriented, greatly reducing the number of ligand molecules that are in the orientation required for Notch receptor activation. This explains our results where indirect immobilized Jagged1 effectively initiated Notch target gene expression at a much lower ligand concentration compared with the direct immobilized Jagged1 19 . Taken together, our results indicate that the indirect immobilization technique is an effective procedure to activate Notch signaling in vitro, including in hDPs. RNA was extracted and subjected to RNA sequencing analysis for differential gene expression. KEGG pathway database enrichment analysis for the upregulated (A) and downregulated (B) genes was performed by WebGestalt. To validate the differential gene expression in Jagged1 treated hDPs, cells were plated on Jagged1 immobilized surfaces for 24 h. The differential gene expression of selected genes was confirmed using real-time polymerase chain reaction (C-J). Bars indicate a significant difference between groups (p < 0.05). The dental pulp tissue consists of diverse cell types, including mesenchymal cells, immune cells, endothelial cells, and stem cells [24] [25] [26] . The explant methods employed in the present study result in decreased cell population heterogeneity compared with enzymatic digestion methods 27 . The cell characterization results demonstrated that the cells used in the present study exhibited a spindle shaped and fibroblast-like morphology. These cells expressed the mesenchymal stem cell surface markers CD44, CD73, CD90, and CD105, but not CD45, a hematopoietic cell marker. These findings indicate that the isolated cells were dental pulp mesenchymal cells. However, Figure 5 . Indirect immobilized Jagged1 inhibited hDP cell proliferation and cell cycle progression. hDPs were plated on Jagged1 immobilized surfaces for 24 h. In the Jagged1 + DAPT group, the cells were pretreated with a γ-secretase inhibitor (DAPT) for 30 min prior to Jagged1 exposure. The mRNA expression of selected genes related to DNA replication and the cell cycle was evaluated using real-time polymerase chain reaction (A-I). For the colony forming unit assay, hDPs were maintained in growth medium for 14 days. Colonies were stained using methylene blue (J). The staining was solubilized and the absorbance was determined (K). Cell proliferation was identified using the MTT assay at day 1, 3, and 7 (L). Flow cytometry analysis of the cell cycle was performed at day 3 after exposing hDPs to Jagged1 (M). The percentage of the cell population in the cell cycle (N) is shown. Bars indicate a significant difference between groups (p < 0.05). Black dot (•) indicates an outlier data point.
the multipotential differentiation ability of these isolated cells has not yet been investigated. Thus, these cells currently cannot be referred to as stem cells.
The present study investigated the differential gene expression in indirect immobilized Jagged1 treated hDPs compared with control using an RNA sequencing technique. RNA sequencing has been introduced as an alternative method for various applications, including differential mRNA expression profiling. This technique provides both qualitative and quantitative gene expression patterns analysis 28 . Unlike microarray, the Next Generation Sequencing technique is not limited by the availability and binding capacity of the probe, hybridization background, or signal saturation 28, 29 . Therefore, gene expression profiling using an RNA sequencing technique can globally evaluate the influence of Notch signaling on hDPs.
Jagged1 treated hDPs exhibited significant downregulation of genes related to the cell cycle and DNA replication. Correspondingly, hDPs seeded on Jagged1 immobilized surfaces demonstrated a significant reduction in proliferation and colony forming unit ability. In contrast, previous work demonstrated that knockdown of the Notch ligand Dll-1 expression in human dental pulp stem cells (hDPSCs) led to reduced Notch signaling and decreased cell proliferation 6 . Correspondingly, chemical inhibition of Notch signaling using a γ-secretase inhibitor reduced hDP and human adipose derived stem cell proliferation 30, 31 . However, Dll-1 overexpression in hDP-SCs increased their proliferation 5 . These discrete Notch ligands resulted in differential cell behavior, for example in immune cells 32 . In dental cells, Jagged1 was more potent compared with Dll-1 in inhibiting proliferation and promoting osteogenic differentiation in SHEDs 9, 33 .
Notch signaling affects cell proliferation via various cellular processes. Inhibiting Notch signaling using a γ-secretase inhibitor led to caspase-dependent apoptosis in human umbilical cord-derived mesenchymal stem cells 34 . Dll-1 overexpression in hDPSCs increased the cell S phase population, but decreased the percentage in the G0/G1 phase 5 , while Dll-1 knockdown led to a significant reduction in the percentage of the S phase population 6 . The present study demonstrated that Jagged1 influenced the hDP cell cycle. The percentage of cells in S phase was significantly decreased, corresponding with a slight increase of the cell percentage in G0/G1 phase. Further, no evidence of cell apoptosis was noted because the SubG0 phase was low and not significantly different between the hFc control and Jagged1 treated groups. These findings indicate that Jagged1 treated hDPs may undergo G0/G1 cell cycle arrest. Similarly, a previous report showed that NICD overexpression induced G0/G1 cell cycle arrest in a murine chondrogenic cell line 35 .
The present study illustrated that the activation of Notch signaling by Jagged1 immobilization led to decreased mRNA expression of the MCM family members MCM2, MCM3, MCM4, MCM5, MCM6, MCM8, and MCM10, as determined by RNA sequencing and real-time polymerase chain reaction. The attenuation of MCM mRNA expression was rescued by pretreating the hDPs with a γ-secretase inhibitor, confirming the effect of Notch signaling. MCMs control DNA replication. The MCMs function as DNA helicases, binding and unwinding the double stranded DNA 36 . Subsequently, DNA synthesis is initiated 36 . MCM overexpression was observed in various cancer cell types. MCM overexpression was also correlated with shorter survival time in pancreatic cancer patients 37 . Moreover, the downregulation of MCM gene expression is associated with cell senescence 38 . Differentiating cells also exhibited reduced MCM gene expression due to cell cycle exit 36 . The association of Notch signaling and MCM expression has previously been reported in other cell types, including human endothelial cells and human fibroblasts 39 . Notch signaling resulted in reduced MCM expression via a CSL-dependent pathway and suppressed cell cycle progression toward S phase 39, 40 . Corresponding with the present study, Jagged1 activated Notch signaling in hDPs led to reduced MCM expression and S phase population.
Another mechanism related to immobilized Jagged1 inhibition of hDP proliferation could be related to reduced cyclin expression. Jagged1 treated hDPs demonstrated a significant decrease in the mRNA levels of various cyclins and cyclin-dependent kinases; Cyclin E2, Cyclin B1, Cyclin B2, Cyclin D1, Cyclin A2, Cyclin-dependent kinase 1, and Cyclin-dependent kinase 2. The reduced mRNA expression of these genes could suppress cell cycle progression. Correspondingly, overexpression of NICD1 decreased Cyclin A, Cyclin D1, Figure 6 . Indirect immobilized Jagged1 enhanced TGF-β mRNA expression in hDPs. hDPs were seeded on Jagged1 immobilized surfaces for 24 h in growth medium. In the Jagged1 + DAPT group, cells were pretreated with a γ-secretase inhibitor (DAPT) for 30 min prior to Jagged1 exposure. The mRNA expression was determined using real-time polymerase chain reaction (A-C). Bars indicate a significant difference between groups (p < 0.05). Cyclin E, and CDK2 protein expression in a human hepatocellular carcinoma cell line 41 . In contrast, several studies indicated that cyclins were down regulated when Notch signaling was inhibited. The inhibition of Notch signaling in an osteosarcoma cell line resulted in reduced Cyclin E1, Cyclin E2, and Cyclin D mRNA expression 42 . In cells isolated from condylar cartilage, Notch signaling inhibition abolished FGF2-induced Cyclin B1 expression 43 . Notch1 knockdown in a laryngeal squamous cell carcinoma cell led to reduced Cyclin D1 and Cyclin E expression 44 . Collectively, these results indicate that Notch signaling influences cell proliferation, depending on cell type.
Bioinformatic analysis revealed the upregulation of the TGF-β signaling pathway, which was validated by real-time polymerase chain reaction. TGF-β promotes odonto/osteogenic differentiation in dental pulp cells 17, 18 . The controlled release of TGF-β1 promoted better dentin bridge formation in a direct pulp capping model compared with calcium hydroxide, a standard pulp capping material, as determined by the dentin bridge thickness and histological scoring 45, 46 . In addition, we observed a significant increase in ALP, an early osteogenic differentiation marker, and decreased expression of SOST, a negative regulator of bone formation 16 . Thus, we hypothesized that Jagged1 influences hDP odonto/osteogenic differentiation. A previous report demonstrated that different types of TGF-β exhibited different potencies in terms of cellular response 47 . Further evaluation is needed to identify the specific TGF-β isoform participating in Jagged1 induced odonto/osteogenic differentiation in hDPs.
The role of Notch signaling in osteogenic differentiation remains unresolved. However, evidence supporting a positive role in osteogenic differentiation is increasing. Notch signaling promoted osteogenic differentiation in hBMSCs, human periodontal ligament stem cells, human adipose stem cells (hADSCs), and SHEDs 8, 10, 12, 48-51 . The role of Notch signaling in the odonto/osteogenic differentiation of adult dental cells (SHEDs and periodontal ligament stem cells) was previous reported by a few research groups, including our own. However, different dental tissue derived mesenchymal cells exhibited distinct behaviors and inherent biological properties [52] [53] [54] . The present study used an indirect immobilization procedure to enhance Notch signaling activation in human dental pulp cells. In addition, a Notch receptor potentially participating in our observed results was identified and its role during odonto/osteogenic differentiation was determined.
The canonical Notch ligands consist of 5 members; Jagged1, Jagged2, Dll-1, Dll-3, and Dll-4 1 . Jagged1 was used in the present study. Jagged1 exhibited a higher potential to promote osteogenic differentiation compared with Dll-1 in SHEDs 9 . In the present study, indirect immobilized Jagged1 enhanced ALP activity, mineral deposition, and osteogenic marker gene upregulation similar to previous reports using other dental tissue mesenchymal cells [8] [9] [10] . Jagged1 treated cells exhibited more mineral deposition as observed by SEM. The range of the Ca/P ratio in the Jagged1 treated group suggests the formation of amorphous calcium phosphate, octacalcium phosphate, tricalcium phosphate, calcium deficient hydroxyapatite, or hydroxyapatite. However, the Ca/P ratio in the control group implies the formation of monocalcium phosphate monohydrate or dicalcium phosphate dehydrate. Further investigation is needed to define the deposited mineral crystal types in the different conditions. The present study found that immobilized Jagged1 promoted odonto/osteogenic differentiation in hDPs. However, a previous report showed that Jagged1 overexpression in hDPSCs resulted in a significant decrease in ALP enzymatic activity and mineral deposition in vitro and reduced odontoblastic differentiation in vivo 7 . The different effects of Jagged1 on cells isolated from human dental pulp tissue can be explained by several reasons. First, the cell isolation method and cell populations were different between the various studies. The present study employed a tissue explant technique to obtain the hDPs. In contrast, Zhang et al. isolated hDPSCs by an enzymatic digestion technique 7 . The hDPSCs isolated using the explant or enzymatic digestion technique exhibited similar immunophenotypes and multipotenial differentiation ability 55 . However, it was shown that their ability to differentiation into specific lineages was different 56 . Second, the Notch activation technique used in vitro is crucial in interpreting the results. Mammalian cells exhibit four types of Notch receptors; NOTCH1, NOTCH2, NOTCH3, and NOTCH4. Overexpression of the NICD of a specific Notch receptor may be different compared with its physiological level. A previous publication demonstrated that NICD1 overexpression led to inhibited hDPSC odontogenic differentiation 7 . The present study showed that NOTCH2 expression is the highest among the Notch receptors in hDPs, implying the participation of NOTCH2 in hDP behavior.
The role of Notch2 in osteogenic differentiation has previously been proposed. The suppression of NOTCH2 expression via miR-34a promoted odonto/osteogenic differentiation in stem cells from the apical papilla 57 . However, some studies demonstrated that NOTCH2 was positively involved in osteogenic differentiation. Cells from ossified ligamentum flavum demonstrated significantly higher NOTCH2 expression compared with the control 58 . NOTCH2 mRNA levels were significantly upregulated during osteogenic induction in several cell types 58, 59 . Moreover, knockdown of NOTCH2 mRNA expression inhibited the osteogenic differentiation of cells isolated Figure 9 . γ-secretase inhibitor abolished Jagged1-induced ALP activity and mineral deposition. hDPs were seeded on indirect immobilized Jagged1 surfaces and maintained in osteogenic medium for 3 days. Some cells were pretreated with DAPT, a γ-secretase inhibitor, 30 min prior to Jagged1 exposure. The mRNA levels of HES1 (A), HEY1 (B), and ALP (C) were measured using real-time polymerase chain reaction. ALP enzymatic activity was evaluated (D). Mineral deposition was determined using Alizarin Red S staining after culturing for 7 d in osteogenic medium (E and F). Bars indicate a significant difference between groups (p < 0.05). Black dot (•) indicates an outlier data point. from ossified ligamentum flavum 58 . Correspondingly, the results of our study indicated that NOTCH2 participated in Jagged1 induced odonto/osteogenic differentiation. In addition, shRNA against NOTCH2 suppressed the Jagged1 induced ALP and BMP2 expression as well as in vitro mineral deposition, confirming the role of NOTCH2 in this process. However, the participation of other Notch receptors cannot be excluded and needs further investigation to identify their roles in odonto/osteogenic differentiation.
The present study found the upregulation of Notch target genes during hDP odonto/osteogenic differentiation. Similarly, a study of a human osteosarcoma cell line demonstrated the time-dependent change of Notch related gene expression during osteogenic differentiation 59 . These findings imply that endogenous Notch signaling may participate in osteogenic differentiation. Previous reports demonstrated that inhibiting endogenous Notch signaling using a γ-secretase inhibitor reduced the osteogenic differentiation of hADSCs and human umbilical cord mesenchymal stem cells as confirmed by a significant reduction in in vitro mineral deposition 34, 48 . However, osteogenic medium containing DAPT did not alter ALP enzymatic activity or mineralization by hDPs in the present study. Similarly, DAPT did not influence hBMSC osteogenic differentiation. However, DAPT in osteogenic medium enhanced their adipogenic differentiation 60 . The mechanism resulting in this discrepancy remains unclear. However, different cell types and γ-secretase inhibitors may be the cause of inconsistent findings concerning the role of endogenous Notch signaling in osteogenic differentiation. In addition, it should be noted that a γ-secretase inhibitor attenuated osteogenic differentiation by inhibiting Notch signaling and proteasome activity 34 . Thus, genetic approaches for inhibiting Notch signaling should be employed to specifically investigate the role of endogenous Notch signaling in osteogenic differentiation.
In summary, indirect immobilized Jagged1 effectively activated Notch signaling in hDPs. Notch signaling inhibited the expression of genes associated with the cell cycle and DNA replication, resulting in reduced cell proliferation and colony forming unit ability. After maintaining the cells on indirect immobilized Jagged1 surfaces in osteogenic medium, their odonto/osteogenic differentiation was enhanced. Based on these results, we propose that Jagged1 immobilized materials may be developed as a direct pulp capping material to promote dentin bridge formation. However, further investigation, including in vivo experiments, is still needed.
Methods
Dental pulp cell isolation and culture. Third molars from healthy adult subjects extracted due to impaction were used for dental pulp cell isolation. The protocol was approved by the Human Research Ethics Committee, Faculty of Dentistry, Chulalongkorn University (HREC-DCU 2016-027) and the procedure was performed according to the Declaration of Helsinki. Informed consent was obtained. Briefly, dental pulp tissues were minced and placed on 35 mm tissue culture dishes. The explanted cells were cultured in Dulbecco's Modified Eagle Medium (Gibco BRL, Carlsbad, CA, USA) containing 10% fetal bovine serum, 2 mM L-glutamine, 100 U/ mL penicillin, 100 μg/mL streptomycin, and 250 ng/mL amphotericin B at 37 °C in a humidified 5% carbon dioxide atmosphere. The medium was changed every 48 hours. To characterize surface marker expression, flow cytometry analysis of CD45, CD44, CD73, CD90, and CD105 was performed according to previous reports 53, 61 .
To induce osteogenesis, cells were maintained in osteogenic medium, which consisted of growth medium supplemented with 50 μg/mL ascorbic acid (Sigma-Aldrich Chemical, St. Louis, MO, USA), 250 nM dexamethasone (Sigma-Aldrich Chemical), and 5 mM β-glycerophosphate (Sigma-Aldrich Chemical). In some experiments, intracellular Notch signaling was inhibited by pre-treatment with a γ-secretase inhibitor (DAPT 20 μM; Sigma-Aldrich Chemical).
For the NOTCH2 knockdown experiments, cells were transduced with a million lentiviral NOTCH2 shRNA particles (sc-40135-v; Santa Cruz Biotechnology, Dallas, TX, USA). A control shRNA sequence was transduced in the control group (sc-108080; Santa Cruz Biotechnology). Puromycin selection was used to obtain the cells stably expressing shRNA. Jagged1 immobilization. For direct immobilization, 0.1, 1, or 10 nM rhJagged1/Fc (R&D Systems, Minneapolis, MN, USA) was coated on the tissue culture plate surface for 2 h. Indirect immobilization was performed according to a previous report 8 . Briefly, 50 µg/mL recombinant protein G was coated on tissue culture plates for 16 h and the surfaces were subsequently incubated with 10 mg/mL bovine serum albumin for 2 h. The surfaces were then incubated with 0.1, 1, or 10 nM rhJagged1/Fc for 2 h. The tissue culture surfaces were washed three times with sterile phosphate buffered saline (PBS) between each step. An equal amount of human IgG Fc fragment (hFc) was incubated on the control plates.
RNA sequencing. RNA sequencing and data processing were performed at the Omics Science and Bioinformatics Center, Faculty of Science, Chulalongkorn University. Briefly, RNA integrity number was determined using an Agilent 2100 BioAnalyzer (Agilent Technologies, Santa Clara, CA, USA). The mRNA libraries were constructed using 1 μg of input total RNA according to the TrueSeq mRNA stranded library preparation kit directions (Illumina, San Diego, CA, USA). Library quality assurance was conducted using the Agilent 2100 Bioanalyzer and Qubit 3.0 fluorometer (Thermo Fisher Scientific, Waltham, MA, USA). The libraries were pooled at 10 nM and loaded on the NextSeq. 500 (Illumina). Reads quality was checked, trimmed, and filtered by the FastQC and FastQ Toolkit. The RNA sequence reads were mapped with Homo sapiens UCSC hg38 using TopHat2. Subsequently, FPKM estimation of reference genes and transcripts was performed by Cufflinks2. Differential expression analysis was examined using Cuffdiff2. Significant differences in gene expression were determined using the Student's t-test. Statistical significance was considered at p < 0.05. RNA sequencing data were deposited in the NCBI Sequence Read Archive and NCBI Gene Expression Omnibus (SRP100068 and GSE94989, respectively).
The genes up-and down-regulated by Jagged1 were analyzed for gene ontology (GO) classification and enriched pathways using WebGestalt and Reactome [62] [63] [64] [65] . Significance was considered when p and FDR were <0.05.
SCienTiFiC REpoRts | 7: 10124 | DOI:10.1038/s41598-017-10638-x Polymerase chain reaction. Total RNA was isolated using Isol-RNA Lysis (5Prime, Gaithersburg, MD, USA). Complimentary DNA was synthesized using a reverse transcriptase reaction (Promega, Madison, WI, USA). For the real-time quantitative polymerase chain reaction, a LightCycler96 (Roche Applied Science, IN, USA) with FastStart ® Essential DNA Green Master (Roche Applied Science) was used. The reaction condition for the real-time polymerase chain reaction began with denaturing at 95 °C for 5 min. Subsequently, forty amplification cycles were performed. The amplification cycle condition consisted of denaturing at 95 °C for 10 s, annealing at 60 °C for 10 s, and extension at 72 °C for 25 s. A final extension step was performed at 72 °C for 20 min. Product specificity was confirmed by post-amplification melting curve analysis. The final expression levels were normalized to GAPDH expression levels. Conventional polymerase chain reaction was performed in a thermocycling machine using Taq polymerase (Roche Applied Science). The reaction condition began with a denaturation cycle at 95 °C for 2 min. The amplification cycles were performed as follows: 1) denaturation at 94 °C for 45 s, 2) primer annealing at 60 °C for 60 s, and 3) chain elongation at 72 °C for 90 s. The final step was an extension cycle at 72 °C for 7 min. The amplified products were electrophoresed in 1.8% agarose gels and stained with ethidium bromide. The oligonucleotide sequences of the primers are shown in Supplementary Table 3 .
Colony forming unit assay. The protocol was performed as described previously 66 . Briefly, 150 cells were seeded on 10 nM Jagged1 coated tissue culture plates in 24-well-plates and cultured in growth medium for 14 days. The culture medium was changed every other day. The cells were then fixed with 4% buffered formalin and stained with methylene blue. The stained cells were eluted with ethanol and HCL solution. The absorbance was measured at 667.5 nm.
Cell proliferation assay. Cell proliferation was indirectly determined via the MTT assay. Cells (6,250 cells/ well in 48-well plates) were seeded on Jagged1 coated tissue culture surfaces and maintained in growth medium. At day 1, 3, and 7, the cells were incubated with 0.5 mg/mL 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide solution (USB Corporation) for 30 min. The formazan crystals were dissolved using a dimethylsulfoxide and glycine buffer. The absorbance was measured at 570 nm by a microplate reader (ELx800; BIO-TEK ® ).
Cell cycle analysis. Flow cytometry analysis was employed. Cells (50,000 cells/well in 6-wells-plates) were seeded on Jagged1 coated tissue culture surfaces and maintained in growth medium for 3 days. The cells were then harvested and fixed in cold 70% ethanol and stained with PI/RNase staining buffer (Sigma) for 30 min. The stained cells were analyzed by a FACS Calibur flow cytometer using CellQuest software (BD Bioscience).
Scanning Electron Microscopy (SEM) and Energy-dispersive X-ray Spectroscopy (EDX).
The specimens were fixed with 2.5% glutaraldehyde (Sigma-Aldrich Chemical) in PBS for 30 min. The samples were further dehydrated and processed for critical point drying. The surface chemical composition was evaluated using EDX (JSM-5410LV, JEOL, Tokyo, Japan). For cell and mineral morphology, the samples were sputter-coated with gold and observed using an SEM (Quanta 250, FEI, Hillsboro, OR, USA). ALP activity assay. Cells (37,500 cells/well) were seeded in 48-well-plates. At day 3 and 7, the cells were lysed in alkaline lysis buffer and subjected to rapid freeze/thaw cycles. p-nitrophenol phosphate was used as the substrate. After the alkaline phosphatase activity (ALP) assay reaction was stopped with 0.1 M NaOH, the absorbance was measured at 410 nm. Total cellular protein was determined using a BCA assay. The enzymatic activity was normalized to total cellular protein and the control.
Mineralization assay. Cells were seeded at density of 37,500 cells/well in 48-well-plates. At day 7 and 14,
The cells were fixed with cold methanol and washed with deionized water. The calcium deposition was stained with 1% Alizarin Red S solution for 3 min at room temperature. The amount of calcium deposition was quantified by destaining with 10% cetylpyridinium chloride monohydrate solution. The absorbance was measured at 570 nm.
Immunofluorescence staining. Immunofluorescence staining was performed according to a previous report 67 . Briefly, the cells were fixed in 10% buffered formalin for 30 min and washed with PBS. Non-specific binding was blocked using 10% horse serum. The cells were stained with primary antibodies at 4 °C overnight. The cells were then incubated with biotinylated secondary antibodies (Invitrogen) for 30 min and subsequently stained with Strep-FITC (Sigma). The nuclei were counterstained with DAPI (Sigma). Protein expression was visualized under a fluorescent microscope. The primary antibodies used were mouse anti-collagen I (C2456, Sigma), anti-OPN (AB1870, Merck Ltd.), and anti-RUNX2 (8486, Cell Signaling Technology).
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